Current techniques for both direct and indirect fluorescent antibody (FA) staining of treponemes in body fluids require that, at some time during the procedures, excess reagents be washed from smears of experimental specimens and control treponemal antigen (Venereal Disease Research Laboratory, 1967; Israel, 1969) . Smith and Israel (1968) have mentioned the possibility that, if control antigen smears are washed in the same bath with experimental smears, treponemes may wash off control slides and float onto slides containing experimental specimens.
More recently, Chandler and Cannefax (1969) (Israel, 1969) . Approximately 200 ml. wash fluid were required in each wash to cover the slides completely. At the beginning of each wash, the slide carrier was agitated gently five times. After soaking, the eight slides were dried in air and stored at -20°C.
Before microscopic examination, frozen slides were allowed to thaw, and a small drop of mounting medium, prepared with 9 parts glycerine to 1 part PBS, pH 7-2, was applied to each etched circle. Care was taken to prevent contamination of the mounting medium with treponemes from the antigen smears. Disposable glass Pasteur pipettes were used to apply the mounting medium to the slides. The pipette never touched the glass slides, and after one pipette had been used to apply the medium it was never reintroduced into the medium. Cover slips were then affixed.
Control slides
EITC-labelled anti-T. pallidum globulin was layered evenly within the pre-etched circles of six alcohol-cleaned glass slides. No treponemal antigen had been smeared onto these slides. These six slides and two empty glass slides were incubated in a moist chamber for 30 minutes and placed in a slide carrier, as had been the antigen smears and experimental blank slides described previously. The slides were similarly soaked twice in PBS and once in distilled water. The six slides on which the conjugate had been layered were then discarded and the two empty 106 organisms would be floating in the wash fluid at some time or another during the three washing periods. Each of the three baths requires 200 ml. of either PBS or distilled water. Therefore, if treponemes float off equally well during each wash, the concentration of organisms in the wash fluid is 1 X 106 organisms dispersed in 600 ml. total volume of wash fluid, or 1,600 treponemes/ml. wash fluid. However, since many organisms probably adhere to both sides of the blank glass slides, and re-adhere to the original antigen slides as well, the concentration of organisms floating free in the bath at any one time is likely to be lower than this approximate figure. Darkfield examination of the wash bath fluid revealed no treponemes. This is not surprising, as data from our laboratory (Clark, 1971) indicate that, at such a low concentration, organisms are quite difficult to find in fluid.
In view of these findings, it is obvious that smears of stained experimental material suspected of containing treponemes and smears of stained control treponemal organisms must be washed in separate dishes. Indeed, slides containing material from different experimental samples should be washed separately. Even though there may be very few spiral forms, if any, present in stained experimental smears, all chances that a spiral form in one specimen may migrate through the wash solution to another specimen must be eliminated. Furthermore, all washing dishes should be scrupulously cleaned before each batch of smears is washed to avoid the possibility that spiral forms attached to the walls of the dish during a previous washing, may float off and adhere to the slides being washed. Care must also be taken that the mounting medium is free of contamination by treponemes. Although the direct FA technique was used exclusively in this experiment, similar precautions should be used when an indirect FA staining method (Israel, 1969) 
